Outlines of methods for production of primary cell cultures recommend the use of varying concentrations of trypsinized cell suspensions. In many laboratories, the generally accepted procedures now appear to be those in which preparation of cell suspensions is based on a dilution of a measured packed volume of cells rather than on quantitation by use of a hemacytometer. amphotericin B, 100 units of penicillin, and 100
Ag of streptomycin per ml. Quantities (50 ml) of this cell suspension were dispensed into clean, sterile 32-oz (907-ml) prescription bottles. This group of bottles was designated as group I. The bottles were then incubated at 37 C overnight. The next morning, the group I bottles were gently agitated to resuspend any unattached cells, and the cell suspensions were transferred to fresh 32-oz bottles, bottle for bottle. This second group of bottles comprised group II. The remaining cells in group I bottles were well attached to the glass. A 50-ml amount of fresh GM was added to each bottle of group I. Bottles of both groups were returned to the incubator. After 24 hr, the bottles of group II were removed from the incubator and gently agitated. The unattached cells and the suspending medium were removed and discarded. To each of these bottles, 50 ml of fresh GM was added, and they were returned to the incubator. Four days after the initial planting of the dog kidney cells, the bottles of group I showed a confluent monolayer cell sheet. Five days after planting, the bottles of group II contained confluent monolayers of cells.
At later dates, cell dilutions of 1:300, 1:400, and 1: 500 were prepared and treated in the manner described above. In each instance, the decanted cells were found capable of attachment to the surface of their new containers and would proliferate to the point of forming a confluent cell sheet. This procedure has been repeated several times in our laboratories with the same results.
We have successfully propagated primary cell cultures of dog kidney, horse kidney, hamster kidney, and rabbit kidney in this manner.
The ages of the animal donors ranged from young to old, with no evidence that the age of the animal plays a critical role in the outcome of the development of the cell monolayer.
The indications are that a still undefined, critical spatial relationship controls the attachment of the cells to the surface of their container.
